Phenylacetic and hydroxyphenylacetic acids were present as major acids in spent growth medium from Clostridium botulinum type G. These aromatic acids were identified by gas-liquid chromatography and mass spectrometry.
2750C. The column was maintained at 110°C for 4 min after injection of the sample and then temperature programmed to 2700C at 80C per min. Prepurified nitrogen was used as carrier gas at a flow rate of 50 ml/min. Combined GLCmass spectrometry was done with a DuPont model 21-491B mass spectrometer coupled to a Varian model 2700 gas chromatograph. A glass column (2 m by 2 mm inner diameter) containing 3% OV-101 on 100/120-mesh Gas-Chrom Q was used for separating the acids for mass spectrometry. The mass spectrometer was equipped for both electron-impact (EI) ionization and chemical ionization (CI). Isobutane was used as reagent gas in the CI mode.
Shown in Fig. 1 is a chromatogram of the esterified acid products from C. botulinum strain 117. Relatively large amounts of acetic (C2), isobutyric (iC4), butyric (04), and isovaleric (iC5) acids were detected. The unidentified peak observed previously in the methylated sample eluted from the OV-1 column as the butyl ester at 17.5 min. The mass spectrum of this peak showed a molecular ion (M+) of M+ = 192, a base peak ion at m/e = 91, and major fragment ions at M+-56 and M+-73 (Table 1 ). The CI spectra showed a large M+1 ion at m/e = 193. These mass spectral data are identical to those reported previously for an authentic standard of a butyl ester derivative of phenylacetic acid (1). Subsequent GLC analysis showed that the unknown peak and the phenylacetic acid standard had identical retention times (as butyl esters) on the OV-1 column.
The compound eluting at 19.8 min (Fig. 1 
